Overview of media used for isolation and culturing of Piriformospora, and for in vitro assays with Arabidopsis.
. List of locations and associated plant systems that were sampled in this study. Soil samples were incorporated in trap cultures with sudangrass as a host. After certain time points, trap roots were stained with Parker blue ink to score for absence (-) , presence (+) or abundant presence (++) of Piriformospora (PIRI) and arbuscular mycorrhizal fungi (AMF). The trap cultures set up after the first sampling round in Kisangani (A-L) were evaluated after six weeks; the traps from the second sampling (BAN 1-13, IT 1-2, MAN 1-5, MAS 1-10, SS 1-7, YOK 1-2) were assessed six, eight and ten months after installation of the first trap, and six weeks after installation of the secondary trap. For six traps, indicated by an asterisk (*), Piriformospora cultures could be obtained from surface sterilized sudangrass roots: seven isolates from MAS 2 (isolates 1-7), sixteen from SS 3 (isolates 8-23), two from MAN 2 (isolates 24-25), five from MAN 3 (isolates 26-30), eight from MAS 6 (isolates 31-38), and thirteen from MAS 9 (isolates 39-51). A) Multiple sequence alignment of internal transcribed spacer 1 (ITS1), 5.8S subunit and ITS2 290 ----------------------------------------- Figure S3 . Multiple sequence alignments of Piriformospora ITS (A) and TEF1α (B) sequences. ITS and TEF1α contig sequences of the Congolese isolates, and of the P. indica and P. williamsii reference strains used in this study, were assembled in Pregap4 and Gap4 (Bonfield et al., 1995) . The new sequences were deposited in GenBank under the accession numbers KY509316-KY509330. In addition, available reference sequences of the four described species within the Serendipitaceae were retrieved from the database: Piriformospora indica (KF061284 and AJ249911), P. williamsii (JN211110), S. vermifera MAFF 305830 (EU626002 and JN211112), and S. herbamans (KF061285). Multiple sequence alignments in Clustal format (forward-strand sequences for ITS and reverse complement for TEF1α) were constructed with MAFFT version 7 using the L-INS-i strategy (Katoh and Standley, 2013) , manually refined in ProSeq3 (Filatov, 2009 ) and further edited with BOXSHADE version 3.21 (Hofmann and Baron, 1992) . The presence of two different nucleotides at the same position in the template is specified by IUPAC ambiguity codes. Parts of the sequence that could not be determined because of series of superimposed regions are indicated with the code N. For the ITS sequences, this pattern of 'double peaks' is observed for the isolates 1, 24, 30, 46 and P. williamsii, and always starts at position 533 in the above ITS alignment (indicated with *) or at position 588 when using the P. indica GenBank sequence as a reference (KF061284). Because of additional ambiguities in the sequence of P. williamsii, the nucleotides between positions 187 and 308 in the ITS alignment could also not be determined for this isolate. For the TEF alignment, the superimposed regions start around position 893 for isolate 1 or position 902 for isolates 12, 30 and 36 (indicated with *), which corresponds to position 2,355 of the P. indica GenBank reference sequence (AJ249911). This is situated in intron number 5.
The alignments show that the seven selected Congolese isolates (as well as the sequence retrieved from a chlamydospore-containing maize root of trap culture D, highlighted in yellow in the ITS alignment) belong to the Piriformospora cluster of the Serendipitaceae. In addition, it is clear that the new isolates are more closely related to P. williamsii than to P. indica which argues in favor of a Piriformospora 'williamsii' species complex. Figure S4 . Piriformospora mycelium in CM liquid culture. Piriformospora isolates 1, 12, 24, 30, 34, 36 and 46, and P. indica and P. williamsii, were cultured in 100-ml Erlenmeyer flasks containing 50 ml CM liquid medium at 27°C and under continuous shaking (120 rpm) for eighteen days. Mycelium was typically conglomerated to small globose balls. MAN 3) ; E, isolates 31-38 (MAS 6); F, isolates 39-51 (MAS 9); G, P. williamsii; H, P. indica (two different DNA extractions). (E) ISSR banding profiles of the selected subset of Congolese isolates (1, 12, 24, 30, 34, 36 and 46) , and P. indica (Pi) and P. williamsii (Pw), generated by the same four primers. Banding patterns were identical to the profiles generated in the first analysis (A-D), demonstrating the reproducibility across time. The 1.5% gels were run at 100 V for 2.5 h and visualized with ethidium bromide. The MassRuler DNA Ladder Mix (Thermo Fisher Scientific) was used as a marker. Figure S6 . Growth promotion effect of Piriformospora isolates on Arabidopsis thaliana (Col-0) in an in vitro assay. Five-day-old Arabidopsis seedlings growing on half-strength MS medium without sucrose were inoculated with 30,000 spores of the selected subset of Congolese isolates (1, 12, 24, 30, 34, 36 and 46) , and P. indica and P. williamsii, at a distance of 3.5 cm below the seedlings (black line). Shoot fresh weight was positively affected by Piriformospora inoculation. A pronounced stimulation of lateral root formation and lateral root growth in the mature zone was also observed. More detailed close-ups are included in Figure 7E .
